To evaluate the incidence of preoperative anemia and its prognostic role in patients with urinary bladder cancer (BC).
Background
Anemia is the most persistent and common disease detected in cancer patients with cancer. European Cancer Anemia Survey reported 31% of patients with cancer were anemic preoperatively in 2004, with levels of hemoglobin (HB) <12.0 g/dL prior to treatment [1] .
The causes of preoperative anemia in cancer patients are multifactorial, but main causes are the neoplastic processes (which may lead to vitamin B12 and iron deficiency) and erythropoietin (EPO) reduction (as anemia may also be a side effect of treatment modalities including surgery, radiotherapy or chemotherapy) [2] .
The recommended treatments for anemia in cancer patients include oral iron supplements, erythropoietins, and erythrocyte transfusions. Unfortunately, despite the high incidence and prevalence of anemia, only 40% of anemic patients received related therapy at any time during the survey period [1] . In some centers, treatments were initiated only when the HB value less than 9.7 g/dL [1] .
Several studies have indicated that anemia is associated with poor prognosis in many cancers. Socinski et al. [3] reported that baseline HB, performance status (PS), and the use of combined modality therapy, have a significant effect on outcome in stage III non-small-cell lung cancer. Henry et al. [4] also reported that throughout treatment with erythropoietic-stimulating agents, patients with cancers whose HB values were less than 120 g/L had a worse oncological outcome than those with higher HB values.
Urinary bladder cancer (BC) is the most prevalent cancer in the urological tract [5] . Older men who present with frequent hematuria (grossly visible or microscopic) are more susceptible to anemia [6] . In BC patients, preoperative anemia is often exacerbated by potential hemorrhage after transurethral resection of bladder tumor (TURBT) or radical cystectomy (RC) and myelosuppressive treatment in patients who are undergoing intensive chemotherapy and radiotherapy. Preoperative anemia was reported to be a more severe prognosis indicator in BC patients undergoing RC [7] [8] [9] , metastatic transitional cell carcinoma of the urothelial tract [10] , and even in patients with urothelial carcinoma of the upper urinary tract [11] .
Anemia can be detected using a simple and reliable test, so physicians treating patients with BC should be aware of the HB status of patients during treatment and follow-up. Monitoring HB levels may allow prediction of recurrence-free survival (RFS) and overall survival (OS).
Material and Methods
This study was approved by Soochow University for Clinical Investigation ethics committee. A retrospective cohort analysis was conducted in patients with newly diagnosed and pathologically confirmed BC and follow-up data at the First Affiliated Hospital of Soochow University between May 2007 and March 2016. Patients with other systemic disorders or malignancies were excluded. All clinical, laboratory, and pathological data were obtained from the urology and pathology departments. Pathological stages and grades were adjusted in accordance with the 7 th edition of the TNM classification system and WHO 2004 grading system [12] .
The patients were followed regularly for the following five years. Cystoscopy, renal ultrasound, urinary cytology, and CT scan were reviewed. RFS, PFS, and OS were considered for the period between the first tumor diagnosis and recurrence, progression or death, with censoring at the last follow-up visit.
Patients were categorized into two groups: anemic and non-anemic, based on HB level based on the World Health Organization (WHO) classification (male and female patients with <130 and <120 g/L HB, respectively) [13] . Non-muscle-invasive bladder cancer (NMIBC) comprises stage Ta and T1 tumors, and muscle-invasive bladder cancer (MIBC) comprises stage T2, T3, and T4 tumors. Patients of both groups were undergoing standard TURBT, RC, chemotherapy or radiotherapy, according to the European Association of Urology (EAU) guidelines [12] .
Statistical analyses
The Kolmogorov-Smirnov test was applied to examine whether or not the acquired data were normally distributed. Data are presented as the means ± standard deviations (SD) and medians (IQR) for normally distributed variables. The Student's two-sample t-test was used for normally distributed data and Mann-Whitney U test was used for uneventfully distributed data. Categorical variables were presented as percentages and analyzed by the Chi-square test and Fisher's exact test.
The Kaplan-Meier method was applied to calculate survival in BC patients, the log rank test were using to estimate the differences in RFS, PFS, and OS probabilities. The statistical significance of the relationship between survival and each variable was analyzed using the Cox model. Proportional hazards assumptions were evaluated by testing the significance of time-dependent interaction terms for all variables. Predictive accuracy calculations of Cox regression models were quantified using the Harrell's concordance index [14] and compared by the Mantel-Haenszel test. The correlation of anemia with albumin and hypersensitive C-reactive protein (Hs-CRP) was evaluated by Spearman rank correlation analysis.
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Statistical analyses were performed using SPSS version 21 (IBM, Chicago, IL, USA), R (version 3.0.0, The R Foundation for Statistical Computing, Vienna Austria) and a two-sided p value <0.05 was considered statistically significant.
Results

Patient characteristics
A total of 317 patients were included in this retrospective cohort study. The distribution of the baseline preoperative clinical and laboratory characteristics in the anemia group and non-anemic group at primary diagnosis are listed in Table 1 . The study cohort comprised 260 male patients (82%). The median age of patients was 70 years (IQR 61-77). The median preoperative HB was 13.2 g/L (IQR 11.7, 14.3). A total of 109 patients (34.4%) had preoperative anemia, with median HB was 114 g/L (IQR 104, 122.5). All patients were pathologically diagnosed with bladder urothelial carcinoma without distant metastasis.
Univariate and multivariate aurvival analysis
Twelve potential prognostic factors were examined using Cox regression, and their association with RFS, PFS and OS were compared using univariate and multivariate survival analysis (Table 2 ). Univariate analysis identified four variables significantly associate with survival, which were thus included in multivariate model (Table 3) . Anemia was strongly associated with RFS and OS (p=0.010, 0.007), but was not significantly associated with PFS (p=0.067). Meanwhile, Tumor T stage was significantly associated with PFS and OS (p=0.011, 0.049). The base model for predicting OS included albumin, hs-CRP, and tumor T stage, and the base model for predicting RFS included hs-CRP, and tumor T stage. The respective c-indices for RFS and OS were 0.93 and 0.79. Integration of HB levels significantly increased the predictive accuracies for RFS and OS to 0.94 and 0.87, respectively.
Survival analysis
A prognostic study of 317 patients followed up for a median of six years (range: 2 to 8 years). Seventy-four patients died within the group of 317 patients. Kaplan-Meier curves and median RFS, PFS and OS were calculated for the 317 patients.
As shown in Figure 1 , the median RFS, PFS and OS of anemic patients with all stages of BC were significantly lower than those of non-anemic patients (p£0.001), and in Figure 2 , when stratified by T stage, the median RFS, PFS and OS of anemic patients with NMIBC were significantly lower than those of non-anemic patients (p<0.001). However, in patients with MIBC, the median RFS, PFS, and OS did not differ significantly between anemic and non-anemic patients (p=0.652, 0.633, 0.365, respectively).
As shown in Figure 3 , when stratified by albumin and Hs-CRP, patients with all stages of BC having low albumin or high Hs-CRP values had a worse prognosis than those with normal albumin or Hs-CRP values (p<0.05). Rank correlation analysis indicated that anemia and albumin were significantly positively correlated (r=0.399; p<0.001), and anemia and Hs-CRP were significantly negatively correlated (r=-0.196; p=0.001)
Discussion
Anemia is often identified at diagnosis or after treatment of tumors [15] . Baseline anemia in patients with cancer may be triggered by lack of nutrients, such as vitamin B12 and iron; depressed levels of trophic hormones such as EPO; concurrent infection or inflammation; hematuria; immunoreaction to tumor cells; and/or overexpression of certain inflammatory cytokines which reduce survival of red blood cells, suppress erythroid progenitor cells, and impair iron utilization and erythropoietin production, ultimately disrupting normal erythropoiesis [16] . After surgery, anemia can be worsened by extensive blood loss during surgery, or adjuvant chemotherapy and/or radiotherapy A large body of evidence suggests that anemia, one potential cause of tumor hypoxia, can affect cancer patients' quality-of-life and treatment outcomes, including survival [17] . A large-sample meta-analysis also confirmed that anemia was correlated with cancer patient survival [18] . Oxygen is an important factor influencing tumor occurrence and development. Hypoxia is often observed within solid tumors, and is an independent marker of poor prognosis. Hypoxia can induce alterations in gene expression, cellular changes and a downregulation of cell surface integrin to favor unrestricted tumor growth. These changes can produce a more clinically aggressive phenotype, and favor resistance to radiotherapy and chemotherapy [19] . Anemia can also affect tumor growth by inducing expression of cytokines involved in angiogenesis, such as vascular endothelial growth factor, which has been reported to be associated with low HB levels [20] .
Preoperative anemia levels were shown to strongly related to postoperative complications and mortality in patients undergoing surgery [21] . Anemia was previously reported to be independently associated with shorter survival in cancer patients treated with chemotherapy or radiotherapy [22] . Several clinical studies have suggested that even mild anemia has a significant impact on patients' oncological outcomes [23] . Therefore, correction of anemia, to complement iron agent or promote red element, may have a positive impact on cancer patients' treatment outcomes [24] . These findings underscore the need to incorporate diagnosis and treatment of anemia into routine management of cancer patients. Optimal management of anemia appears to be a critical component of cancer treatment.
The main finding of this study confirms that preoperative anemia as an independent predictor of RFS and OS in BC patients. Standard clinical and pathological risk factors, such as tumor stage, were also found to be independent predictors of disease progression, and were associated with BC patient mortality. The negative association between preoperative anemia 
3532
and worse outcomes has been documented previously in BC patients. Our study sought to investigate this "old" topic and came to two novel conclusions.
First, the oncological outcomes of anemic NMIBC patients were significantly lower than non-anemic NMIBC patients, which did not differ significantly between anemic and non-anemic MIBC patients, so the correction of anemia may obtain the most benefits in stage Ta and T1 BC patients. We assumed that as tumor stage increased, the influence of the tumor itself, and the applied surgical procedures, would have a more significant impact on patient prognosis. Our findings were consistent with those of Shen et al. who reported that pretreatment anemia was associated with poorer survival in patients with stage I and II gastric cancer [25] . , D) , progression-free survival (B, E) and overall survival (C, F) probability in patients with non-muscle invasive and muscle-invasive bladder cancer stratified by anemia.
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Second, we found that abnormal levels of baseline nutritional and inflammatory markers, such as albumin and CRP, correlated with anemia, and were also significantly associated with prognosis in BC patients. So the status of preoperative anemia can become a clue of baseline malnutrition or systematic inflammation and all of these conditions should be corrected in our clinical practice.
Our conclusions were limited by the scope of this study. First, the data of Eastern Cooperative Oncology Group (ECOG) PS and perioperative blood transfusion in BC patients were unavailable. Moreover, due to the inadequate baseline information and different grading systems applied to the included patients, the European Organization for Research and Treatment of Cancer risk scores, which were used to predict recurrence and progression in patients with stage Ta and T1 BC, could not be calculated. Thus their relationship with preoperative anemia was not assessed. Finally, an external independent validation of our data will be required to confirm our results in a prospective clinical study.
Conclusions
Preoperative anemia was a strong predictor of BC recurrence and may contribute to mortality at all stages of BC. Correction of anemia, combined with malnutrition and inflammation, before BC-directed treatment is initiated may improve outcomes of BC patients, particularly those with non-muscle-invasive bladder cancer. 
